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Soyakukenkyusho, NIHON MEDI-PHYSICS CO., LTD. of 3-1, 
Kitasode, Sodegaura-shi , Chiba, Japan, hereby solemnly 
and sincerely declares : 

That I am one of the co-inventors of the 
above -identified application; 

That I have read and understand the Official 
Action and the prior art references cited in the 
Official Action dated October 17, 2002; 

That in order to demonstrate that according to 
the drug composition of the present invention, the 



DECLARATION 



Commissioner for Patents 
Washington, D. C. 20231 



Sir: 



Akira NAKATANI, a Japanese citizen, c/o 



biodistribution of the 0-17 containing water as a 
solvent in vivo varies depending on the constituents of 
the drug, and the biodistribution can be detected by 
nuclear magnetic resonance, I conducted the following 
additional experiments : 

Additional Example 1 

(1) Preparation of 5 atm% 0-17 water-containing D- 
mannitol 

11.428 g of D-mannitol (extra pure agent, C 6 Hi 4 0 6/ 
Mw. 182.17, Lot. MOH5866, mfd. by NacalaiTesque , Inc.) 
was dissolved in injection solvent of water so as to 
obtain 50 mL of the solution. 10.5 zdL of the solution 
was taken and 1.5 mL of 40 atm% 0-17 water was added to 
the solution, so that 12 mL of 5 atm% 0-17 water- 
containing D-mannitol aqueous solution was prepared. 

(2) Administration of the 5 atm% 0-17 water-containing 
D-mannitol to rats 

Under anesthesia using isoflurane, 4 mL of the 5 
atm% 0-17 water-containing D-mannitol thus prepared was 
administered by injection to three rats (rat Nos . 1 to 
3) from each caudal vein, at the rate of 0.5 mL/sec (4 
mL/8 sec) . 
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(3) Preparation for specimens of organs 
i) Organ extraction 

Each of three rats was anesthetized with Ravonal 
before the extraction of organ. Thirty minutes after 
the administration , rats made bleeding to death, then 
the organs such as brain, liver (folio) , kidney (one- 
sided) , muscle (femoral region) and blood were excised 
from rats . These organs excised put into the well- 
closed containers, so as to prevent it from drying out. 

ij) Preparation for organ ho mogenized sp ecimens 
Each of the organs was dissolved to obtain the 
sustained solution for NMR measurement as follows : 

a) Material for use 

Kit for protein decomposition: Getpure DNA 
Kit-cell Tissue (code: GK03, mfd. by Dojinndo Molecular 
technologies Inc . ) 

Centrifugal tube: 2 ml* tube 

Incubator: BW 101 and BF 200 (mfd. by YAMATO) 
Scale: METTLER AT 400 

b) Dissolving method 

The weight of the empty centrifugal tube was 
measured, and then each of the excised organs was 
chopped into small specimens and 60 to 70 mg of the 
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small specimens was put into each of the centrifugal 
tubes . 

The total weight of the tube with specimens 
was measured. Further, 800 L of lysis buffer and 20 ^ L 
of Protein K solution were added thereinto and the total 
weight of the tube was measured. 

The centrifugal tube was sealed with tape. 
The content of the tube was well mixed by Voltex and 
incubated at 55 °C. The incubation was continued for 72 
hours till the dissolution was confirmed by visual 
observation . 

(4) NMR measurement 

The homogenized solution of the excited organs 
was put into a 5mm -NMR tube , and measurement by NMR 
equipment (JNM-ECP500, mfd. by JEOL) was conducted under 
the following conditions: observation frequency = 
67.8MHz (0-17 nuclear resonance frequency), accumulator 
number = 5000, sweep width = 40.8kHz, sailing point = 
2048 and pulse width = 45°. 

The result is shown in Table 1 below. 
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Additional Example 2 

(1) Preparation of 5 atm% 0-17 water-containing "KN 
replenisher 4A W 

0.3531 g of sodium lactate (abt. 72.5%, 
CH 3 CH(OH)COONa, Mw. 112.06, Lot. MLN9820, mfd. by Wako 
Pure Chemical Industries, Ltd.); 11. 428 g of D- (+) - 
glucose anhydrous (guaranteed reagent, C 6 Hi 2 0 6 , Mw. 
180.16, Lot. M4T2139, mfd. by Han-i Chemical Industries, 
Ltd.) ; and 0.2674 g of sodium chloride (guaranteed 
reagent, NaCl, Mw. 58.44, Lot. 6225) were dissolved in 
injection solvent of water so as to obtain 200 mL of the 
solution. 10.5 mL of the solution was taken and 1 . 5 mL 
of 40 atm% 0-17 water was added to the solution, so that 
12 mL of 5 atm% 0-17 water-containing n KN replenisher 
4A" aqueous solution was prepared. 

(2) Administration of the 5 atm% 0-17 water-containing 
"KN replenisher 4A" to rat 

Under anesthesia using isoflurane, 4 mL of the 5 
atm% 0-17 water-containing "KN replenisher 4A" thus 
prepared was administered by injection to three rats 
(rat Nos. 4 to 6) from each caudal vein, at the rate of 
0.1 mL/sec (4 mL/40 sec) . 
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Preparation for specimens of organs and NMR 
measurement were identical with those of additional 
Example 1 mentioned above. 

The result is shown in Table 2 below. 

Further, the 0-17 concentration in each organ 
obtained from the additional Examples 1 and 2 are 
summarized in Fig. 1 shown below. 
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The undersigned declarant declares further 
that all statements made herein of his own knowledge are 
true and that all statements made on information and 
belief are believed to be true; and further that these 
statements were made with the knowledge that willful 
false statements and the like so made are punishable by 
fine or imprisonment, or both, under Section 1001 of 
Title 18 of the United States Code and that such willful 
false statements may jeopardize the validity of the 
application or any patent issuing thereon. 



Signed this 2 6th day of March, 2003. 




Akira NAKATANI 
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